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Supplemental Figure S1 . SDS-PAGE analysis of various IgG3 samples. The bands denoted with a numerical code were excised and the embedded proteins were digested with trypsin, followed by LC-ESI-IT-MS(/MS) analysis. Automated primary sequence database searching using MASCOT was used to identify the IgG3 heavy chain, as well as both kappa and lambda (in polyclonal samples) or only kappa (in monoclonal samples) light chains, which are listed here with their primary UniProt accession number. A more comprehensive list of the identified proteins can be seen in Supplemental Table S3 .
Supplemental Table S3 . An overview of the proteins identified from nanoLC-ESI-IT-MS/MS of trypsin-generated IgG3 glycopeptides. The IgG3 was run on an SDS PAGE gel (Suppl. Fig. S1 ), the annotated bands were excised and the embedded proteins were digested with trypsin and analysed with LC-ESI-MS(/MS) with CID fragmentation. Automated primary sequence database searching (MASCOT) was used to identify the peptides present in each of the bands. Proteins were included in this overview if at least two unique peptides with a MASCOT score of 30 or higher were found. The settings used for MASCOT are listed in the 'Experimental procedures' section of the paper. Supplemental Figure S2 . NanoLC-ESI-IT-MS spectra showing tryptic O-glycopeptides before and after exoglycosidase digestion. Three mass spectra are shown from time windows during which non-sialylated, monosialylated and disialylated O-glycopeptides eluted. Pep = peptide; yellow square = N-acetylgalactosamine, yellow circle = galactose; purple diamond = Nacetylneuraminic acid.
Supplemental Table S4. Data generated by nanoLC-ESI-IT-MS(/MS) with CID fragmentation of trypsin-, proteinase K-and chymotrypsin-generated O-glycopeptides identified in various IgG
samples. The observed m/z of the monoisotopic peak of each (glyco)peptide in MS1 was compared to the theoretical value. If the glycopeptide was fragmented, the observed m/z of the monoisotopic peak of the peptide in MS2 is listed; otherwise it is indicated that the glycopeptide was not fragmented (NF) or that the peptide peak was not detected (ND). The glycan structure is denoted using the following symbols: N = N-acetylhexosamine; H = hexose; S = N-acetylneuraminic acid.
Please see the separate excel file for this table. 
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